Methods
Transfection with siRNA in fibroblasts WT fibroblasts were seeded into 4-well plates at a density of 4×10 4 cells/well and transfected with 20 pmol of BRE-siRNA or scrambled siRNA (Eurogentec) as control using Lipofectamine 2000 (Invitrogen) according to the manufacturer's instruction. The target sequence of BRE-siRNA was 'AACTGGACTGGTGAATTTTCA'. At 72 h after transfection, the cells were either left untreated or treated with 10 Gy of gamma irradiation, followed by SA-β-Gal staining 7 days afterwards as described in Methods.
The knockdown efficiency was analyzed by either RT-qPCR or Western blotting. At least 500 cells were counted in no fewer than five fields of duplicate plates. Data represent as the mean ± SD. ** P < 0.01 versus WT. Note the significant increase in SA-β-Gal positive cells among the BRE -/-versus WT fibroblasts.
